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Sulfur dioxide is a controversial preservative used in winemaking. Given its potential toxicity, it is of great in-
terest to find alternatives aimed at replacing or reducing sulfur dioxide. The objective was to assess the anti-
oxidant effects of a grapevine-shoot extract with 99% of stilbenes (ST-99), its major compounds (trans-resveratrol 
and trans-ε-viniferin) and their mixture (1:3.9) by measuring reactive oxygen species (ROS) and glutathione 
(GSH) levels in vitro. Their ability to protect against or reverse the effects of H2O2 on cells were also studied. The 
results showed that ST-99, followed by trans-ε-viniferin and the mixture, were able to reduce ROS levels, 
increased GSH content and exhibited antioxidant ability against an induced oxidative stress. Trans-resveratrol 
significantly reduced ROS content only at the highest concentrations. ST-99 at non-cytotoxic concentrations is 
more effective than the other compounds, which might be attributed to increased levels of GSH. The results 
suggest a promising use of ST-99.   
1. Introduction 
In the recent years, increased popularity of natural food additives is 
prompt more food manufacturers to replace synthetic antioxidants with 
ingredients containing natural antioxidants (Shahidi & Ambigaipalan, 
2015). This have led to a renewal of the interest in phenolic substances 
(Burt, 2004). As instance, several authors have stated that stilbenes and 
stilbene natural extracts could be considered as natural additives to 
replace SO2 in wines (Guerrero & Cantos-Villar, 2015; Gutiérrez-Escobar 
et al., 2021). These compounds exhibit great antioxidant activities such 
as scavenging of free radicals and indirect effects in a given biological 
system (Medrano-Padial et al., 2019; Plauth et al., 2016; Shahidi & 
Ambigaipalan, 2015). Therefore, they are proposed as new food prod-
ucts with added value as a consequence of the numerous health- 
promoting properties ascribed to stilbenes (Inglés et al., 2014; Kim 
et al., 2002; Ovesná et al., 2006; Plauth et al., 2016; Privat et al., 2002; 
Siderol et al., 2016; Truong, Jun, & Jeong, 2017; Yen, Duh, Tsai, & 
Huang, 2003; Zghonda et al., 2012; Zheng, Chen, Deng, Guo, & Fu, 
2018). Trans-resveratrol is the most relevant and extensively investi-
gated stilbene. This compound has many properties, including activity 
against glycation, inflammation, neurodegeneration, several types of 
cancer and aging (Freyssin, Page, Fauconneau, & Rioux Bilan, 2020; Li 
et al., 2018; Rauf et al., 2017). In this sense, trans-resveratrol is believed 
to be a promising compound in preventing many diseases (Galiniak, 
Aebisher, & Bartusik-Aebisher, 2019). Moreover, it is known to be both a 
free radical scavenger and a potent antioxidant because of its ability to 
promote the activities of enzymatic antioxidant defense system and 
nonenzymatic compounds such as glutathione (GSH) via neutralizing 
ROS (Alarcón de la Lastra & Villegas, 2007; Shahidi & Ambigaipalan, 
2015; Truong et al., 2017). Similarly, a natural resveratrol oligomer, 
trans-ε-viniferin, is able to scavenge superoxide ions and to inhibit lipid 
peroxidation in rat liver microsomes (Kim et al., 2002). In addition, 
grapevine-shoot extracts particularly rich in stilbenes have also 
demonstrated beneficial effects such as high antioxidant activity 
Abbreviations: DMSO, dimethylsulfoxide; EC50, effective mean concentration; GSH, glutathione; ROS, reactive oxygen species; SO2, sulfur dioxide. 
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(Anastasiadi, Pratsinis, Kletsas, Skaltsounis, & Haroutounian, 2012; 
Biais et al., 2017; Müller et al., 2009; Ruiz-Moreno et al., 2015), good 
antimicrobial properties, low sourcing cost (Ruiz-Moreno et al., 2015), 
without detriment of the sensory properties of the wine (Ruiz-Moreno 
et al., 2018). 
Although antioxidant activity of stilbenes and grapevine-shoot ex-
tracts are widely described, depending on the reaction conditions, their 
concentration, time of exposure and cell type, phytochemicals com-
pounds could show both antioxidant and prooxidant activities. As a 
consequence, they could increase amounts of oxidizing free radicals, 
oxidative breakage of cellular DNA, protein and lipid damage and 
thereby modulate/trigger initiation, promotion, and progression of 
cancer (Alarcón de la Lastra & Villegas, 2007; Ferguson, 2001; Mena, 
Ortega, & Estrela, 2009; Ozkan & Erdogan, 2011; Plauth et al., 2016). 
Moreover, different authors have reported the possible interactions be-
tween polyphenols, concluding that a mixture of phenolic compounds 
could present different antioxidant activity than individual compounds 
(Colin et al., 2008; Limmongkon et al., 2017; Peyrat-Maillard, Cuvelier, 
& Berset, 2003). This has been previously demonstrated when 
comparing the antioxidant activity of Vineatrol 30®, a grapevine-shoot 
extract containing 15.2% of trans-resveratrol and 13.2% of ε-viniferin, 
and trans-resveratrol alone in V79 cells by Müller et al. (2009), 
concluding that Vineatrol 30® acted as a more potent antioxidant than 
the single compound. 
In view of the promising properties that stilbenes and grapevine 
shoot extracts present to be used as preservative in food, the aim of this 
study was to evaluate, for the first time, the antioxidant/prooxidant 
activity of a grapevine shoot extract with 99% richness in stilbenes, its 
major compounds (trans-resveratrol and trans-ε-viniferin), and a mixture 
with a 1:3.9 ratio approximately of those stilbenes by measuring ROS 
generation and GSH content. Furthermore, the protective and reversion 
effects against oxidative damage produced by hydrogen peroxide (H2O2) 
were investigated. The selected cell lines were HepG2 and Caco-2 since 
intestinal epithelial and hepatic cells are the first tissues to interact with 
the extract when ingested. The results derived from this study will help 
to depth in the mechanism underlying their antioxidant ability and 
elucidated if these stilbenes or the ST-99 extract could be used in the 
food industry to obtain remarkable beneficial results. 
2. Materials and methods 
2.1. Supplies and chemicals 
Culture medium, fetal bovine serum and cell culture reagents were 
obtained from Gibco (Biomol, Sevilla, Spain). Chemicals for the different 
assays were provided by Sigma-Aldrich (Madrid, Spain) and VWR In-
ternational Eurolab (Barcelona, Spain). 
Trans-resveratrol was provided by Sigma–Aldrich (≥99% pure as 
determined by HPLC). Trans-ε-viniferin was purified (98%) by prepar-
ative HPLC as reported by Gabaston et al. (2018). 
Table 1 
Cytotoxicity of ST-99 extract, trans-ε-viniferin, trans-resveratrol and its mixture 
on the selected biomarkers according to EC50 values (µg/ml) in Caco-2 and 
HepG2 cells.  




Time of exposure 
ST-99 27.79 31.91 24 h 
19.29 26.58 48 h 
Mixture 74.34 29.47 24 h 
38.67 26.57 48 h 
Trans-ε-viniferin 36.72 28.28 24 h 
20.63 17.85 48 h 
Trans-resveratrol >50 >50 24 h 
48.89 39.56 48 h  
Fig. 1. ROS production in HepG2 (a) and Caco-2 (b) cells after 24 h and 48 h of exposure to ST-99 extract, the mixture (1:3.9), trans-resveratrol and trans-Ɛ-viniferin. 
All values are expressed as mean ± SD. Differences were considered significant compared to the control group from p < 0.05 (**). 
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2.2. Model systems 
The Caco-2 cell line derived from a human colon carcinoma (ATCC® 
HTB-37) were cultured in a medium consisting of Eagle’s medium 
(EMEM) supplemented with 20% foetal bovine serum (FBS), 1% non- 
essential amino acids, 50 g/mL gentamicin, 2 mM L-glutamine and 1 
mM pyruvate. 
HepG2 cells, a human hepatocellular carcinoma epithelial cell line 
(ATCC® HB-8065), were cultured in monolayer in EMEM supplemented 
with 10% of FBS, 100 U/mL penicillin and 2 mM L-glutamine. 
Both Caco-2 and HepG2 cells were maintained at 37 ◦C in an at-
mosphere containing 5% CO2 at 95% relative humidity (CO2 incubator, 
Nuaire®, Spain), at pH 7.0–7.6 (Coecke et al., 2005), in 75-cm2 plastic 
flasks and harvested weekly with 0.25% trypsin. To perform the ex-
periments the cells were planted at density of 7.5 × 105 cells/mL 
2.3. Grapevine-shoot extract and test solutions 
The ST-99 extract was previously described by Gutiérrez-Escobar 
et al. (2021). It contained at least 99% of total stilbenes (w/w), being the 
main stilbenes found trans-ε-viniferin (70%) and trans-resveratrol 
(18%). Other stilbenes found in a lower percentage are vitisin B (4%), w- 
viniferin (4%), cis- ε-viniferin (1%), miyabenol C (1.5%), and cis- 
resveratrol (0.5%). 
The tested compounds were ST-99 extract and its major compounds 
(trans-resveratrol and trans-ε-viniferin). Also, considering that the 
extract contains 18% of trans-resveratrol and 70% of trans-ε-viniferin, a 
mixture with a 1:3.9 ratio approximately of these compounds was 
tested. The range of concentrations for the tests was selected based on a 
cytotoxicity study previously performed (Medrano-Padial et al., 2020). 
Serial test solutions were prepared from stock solution (1000 µg/ml) 
in dimethylsulfoxide (DMSO), being the final concentration in DMSO 
below 0.5%. The concentrations of exposure of each assay were selected 
depending on the effect intended to be studied. Thus, the mean effective 
concentrations (EC50) of the extract, trans-resveratrol and trans-ε-vin-
iferin its mixture (1:3.9) as well as its fractions (EC50/2 and EC50/4) 
were used for the oxidative stress assays (Table 1). For the protection 
and the reversion assays, test solutions of the extract, trans-ε-viniferin 
and mixture to cell viability greater than 75%, were calculated based on 
the previously performed cytotoxicity study (EC50/2 and EC50/4). 
In the case of trans-resveratrol, the EC50 values in both cells could not 
be calculated because the highest concentration assayed in the cyto-
toxicity assays performed (50 µg/mL) at 24 h did not reduce cell viability 
below 50%. 
2.4. Oxidative stress assays 
The oxidative stress endpoints measured were ROS content and GSH 
levels. For both assays, after discarding the previous medium, exposure 
solutions were added to the cells and incubated at 37 ◦C for 24 h and 48 
h. Unexposed cells were used as control group. Moreover, a control of 
0.3% DMSO was also incorporated in all plates. 
The production of ROS was assessed in 96 well microplates using the 
2’, 7′-dichlorofluorescein (DCF) assay. The 2’, 7′-dichlorodihydro-
fluorescein diacetate (H2DCFDA) is a form of chemically reduced fluo-
rescein that is used as an indicator of ROS in cells. After dissociation of 
the acetate groups by the intracellular esterases and oxidation, the non- 
fluorescent H2DCFDA is converted to DCF-DA, which is highly fluores-
cent (Chen, Zhong, Xu, Chen, & Wang, 2010). To performed it, cells 
were incubated with 200 µL 20 µM H2DCFDA in culture medium at 37 ◦C 
Fig. 2. GSH content in HepG2 (a) and Caco-2 (b) cells after 24 h and 48 h of exposure to ST-99, the mixture (1:3.9), trans-resveratrol and trans-Ɛ-viniferin. All values 
are expressed as mean ± SD. Differences were considered significant compared to the control group from p < 0.05 (**). 
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for 30 min and washed with phosphate buffered saline (PBS). The for-
mation of the fluorescent oxidised derivative of DCF-DA was monitored 
at emission wavelength of 535 nm and excitation wavelength of 485 nm. 
In addition, we considered the content of GSH in the cells by its re-
action with the fluorescent probe monochlorobimane (mBCl, molecular 
probes, Invitrogen) (Puerto, Pichardo, Jos, & Cameán, 2009). Intracel-
lular reduced GSH plays a crucial role in protecting cells from toxicity as 
it maintains intracellular redox status conjugating with electrophilic 
xenobiotics and free radicals and detoxifying reactive peroxides (Jaku-
bowski & Bartosz, 2000). To measure it, 40 µM mBCl was added to the 
cells before the assays were performed and the absorbance was 
measured at emission wavelength of 380 nm and excitation wavelength 
of 460 nm. 
The results of both assays were expressed as relative light units. 
2.5. Antioxidant ability assays 
For the estimation of the protection and reversion abilities of all 
tested compounds, H2O2 100 µM was administered for 2 h to induced 
changes in cell membranes and antioxidant systems of both cells lines 
(Wijeratne, Cuppett, & Schlegel, 2005). 
For the protection assay, after discarding the previous medium, 
exposure solutions were added to the cells, incubated at 37 ◦C for 24 h or 
48 h, and then exposed to 100 µM H2O2 for 2 h. Similarly, Caco-2 and 
Hep-G2 were pre-treated with H2O2 for 2 h for the reversion assay, and a 
later exposure of the extract, trans-ε-viniferin, trans-resveratrol and their 
mixture for 24 h or 48 h. 
Both abilities were evaluated by measuring the ROS levels and GSH 
content. 
2.6. Calculations and statistical analysis 
Three independent assays were performed for each experiment, 
which were done in sextuplicate. The data for all experiments were 
presented as the arithmetic mean percentage ± standard deviation (SD) 
in relation to its control. Statistical analysis was carried out following 
Dunn’s test of multiple comparisons following a significant Kruskal- 
Wallis test. Differences were considered significant in respect to the 
control group at p < 0.01, significant compared to the H2O2 control 
group at p < 0.01 (*), p < 0.05 (**) and at p < 0.001 (***). 
3. Results 
3.1. Oxidative stress assays 
HepG2 cells experienced a significant decreased in ROS levels when 
they were exposed to the highest concentrations of the extract (15.95 
µg/mL and 31.91 µg/mL) after 24 h, while this decrease occurred from 
13.29 µg/mL after 48 h (Fig. 1a). The mixture of both stilbenes also 
showed a significant decrease of ROS levels at the highest concentrations 
assayed (14.74 and 29.47 µg/mL) after 24 h and from 13.28 µg/mL to 
26.57 µg/mL after 48 h of exposure (Fig. 1a). Similarly, trans-ε-viniferin 
significant decreased ROS content from 14.14 µg/mL and from 8.92 µg/ 
mL after 24 h and 48 h, respectively. However, in the exposure to trans- 
resveratrol, no significant alteration in the ROS content was observed at 
any of the exposure concentrations in comparison to the control group. 
Similar results were obtained in Caco-2 cell line. When Caco-2 cells were 
exposed to 13.89 µg/mL and 27.79 µg/mL and to 9.64 µg/mL and 19.29 
µg/mL of the extract during 24 h and 48 h respectively, the ROS content 
Fig. 3. ROS levels in Hep-G2 cells (a) and Caco-2 cells (b) pretrated for 24 h and 48 h with ST-99, , the mixture (1:3.9), trans-resveratrol and trans-Ɛ-viniferin, and 
exposed for 2 h to H2O2 100 µM (protection assay). All values are expressed as mean ± SD. Differences were considered significant compared to the control group +
H2O2 from p < 0.01 (*) and p < 0.05 (**). 
C. Medrano-Padial et al.                                                                                                                                                                                                                      
Journal of Functional Foods 79 (2021) 104393
5
was significantly reduced; whereas only the exposure to the highest 
concentration of the mixture reduced ROS level at both exposure times 
(Fig. 1b). Trans-ε-viniferin was able to decrease ROS in Caco-2 cells at 
the two highest concentrations tested in both exposure times. No sig-
nificant alteration in ROS content was observed at any concentrations of 
trans-resveratrol tested (Fig. 1). 
GSH levels of HepG2 and Caco-2 cells exposed to the ST-99 appeared 
significantly increased in respect to the control group at all concentra-
tions tested at both exposure times (Fig. 2). Similar results were obtained 
when the HepG2 cells were exposed to the mixture and the trans- 
ε-viniferin (Fig. 2a). However, in the exposure to trans-resveratrol, no 
significant alteration in the GSH level was observed at any concentra-
tions tested to HepG2 (Fig. 2a). When the Caco-2 cells were exposed to 
the mixture and trans-ε-viniferin suffered a significant GSH increased 
compared to the control from 37.17 µg/mL and 18.39 µg/mL after 24 h 
and 19.33 µg/mL and 10.31 µg/mL after 48 h, respectively (Fig. 2b). In 
contrast, Caco-2 exposed to trans-resveratrol did not show any variation 
in GSH levels at any of the concentrations assayed (Fig. 2b) 
No significant changes were recorded when cells were exposed to 
0.3% of DMSO (data not shown). 
3.2. Antioxidant assays 
In both protection assay, after pre-treatment with the test solutions 
for 24 h or 48 h, HepG2 cells and Caco-2 and were exposed to H2O2 100 
µM for 2 h. The ST-99 extract, and trans-ε-viniferin proved to be able to 
protect both hepatic and colon cells at all tested concentrations after 24 
h and 48 h of exposure, showing a marked decrease of ROS content and 
significant increase of GSH levels after the exposure to their EC50/2 
(Figs. 3 and 4). The protection ability with respect to ROS content of the 
mixture was lower in Caco-2 cells when compared to the effect observed 
in HepG2 cell (Fig. 3). However, in both cell lines, the mixture at the 
highest concentrations assayed presented a significant reduced ROS 
content after both pre-treatment times (Fig. 3a and b). A significant 
increase was observed at all concentrations assayed in the GSH content 
of the mixture (Fig. 4). In both protection assays, trans-resveratrol only 
was able to significantly reduced ROS content with respect to the control 
group treated with H2O2 in HepG2 and Caco-2 cells at the highest 
concentrations assayed during 48 h (Figs. 3 and 4). 
In the reversion assay, after pre-treatment with H2O2 (100 µM) for 2 
h and a further exposure to ST-99, the mixture and trans-ε-viniferin the 
ROS content in HepG2 (Fig. 5a) and Caco-2 cells (Fig. 5b) significantly 
decrease compared to the H2O2 control group at all the concentrations 
assayed after both time of exposure. Regarding trans-resveratrol, no 
remarkable change was observed in both cells (Fig. 5). With respect to 
GSH content, while trans-resveratrol did not induce any changes respect 
the control, the other compounds enhanced it even higher than basal 
levels after the exposure to theirs EC50/2 (Fig. 6). 
The control of solvent evidenced no significant changes when cells 
were exposed to 0.3% of DMSO (data not shown). 
4. Discussion 
The food industry is trying to take advantage of the antioxidant 
properties of certain phenolic compounds present in grapevines to 
develop natural antioxidants with high added value (Lourenço, Moldão- 
Martins, & Alves, 2019; Kalli, Lappa, Bouchagier, Tarantilis, & Skotti, 
2018). In this sense, the use of phenolic extracts as a promising alter-
native to synthetic additives, such as SO2, has been proposed (Guerrero 
& Cantos-Villar, 2015; Gutiérrez-Escobar et al., 2021; Kalogianni, 
Fig. 4. GSH content in Hep-G2 cells (a) and Caco-2 cells (b) pretrated for 24 h and 48 h with ST-99, the mixture (1:3.9), trans-resveratrol and trans-Ɛ-viniferin, and 
exposed for 2 h to H2O2 100 µM (protection assay). All values are expressed as mean ± SD. Differences were considered significant compared to the control group +
H2O2 from p < 0.05 (**). 
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Lazou, Bossis, & Gelasakis, 2020; Raposo et al., 2016; 2016; 2018; 
Shahidi & Ambigaipalan, 2015). Some authors have shown that there is 
an interesting correlation among the antioxidant and pro-oxidant ac-
tivities and cytotoxicity of dietary polyphenols (Alarcón de la Lastra & 
Villegas, 2007; Zheng et al., 2018). In this regard, previous studies have 
shown that the ST-99 extract can induce dose-dependent cytotoxic ef-
fects in Caco-2 and HepG2 cells, as well as ultrastructural alterations and 
cell death via apoptosis and necrosis (Medrano-Padial et al., 2020). 
Therefore, further studies are needed in order to confirm the safety of 
ST-99. Additionally, considering the possible interaction between stil-
benes and the little information available about their mixtures, the 
present work also studied the main stilbenes present in ST-99 (trans- 
resveratrol and trans-ε-viniferin) and their mixture (1:3.9). 
Because of the complex reactive nature of phytochemicals, their 
antioxidant activity is recommended to be evaluated at least for two 
different methods (Schlesier, Harwat, Böhm, & Bitsch, 2002). For this 
reason, the measure of ROS and GSH levels were used to evaluate the 
oxidative stress in human cell lines, since they have been successfully 
used in the evaluation of other compounds used as antioxidant in the 
food industry (Llana-Ruiz-Cabello et al., 2015; Maisanaba et al., 2018). 
Our results revealed a decrease of ROS content after the exposure to ST- 
99, mixture and trans-ε-viniferin in both cell lines, being most potent the 
antioxidant activity of the extract. This fact can be explained since trans- 
ε-viniferin, the main stilbene of ST-99, have been reported to exhibited 
marked radical scavenging activities and reduced ROS content (Gout-
zourelas et al., 2015a; 2015b; Baderschneider & Winterhalter, 2000; 
Privat et al., 2002; Zhang, Ma, & Feng, 2020) and may have been syn-
ergized by other polyphenols present in the extract (Goutzourelas et al., 
2015a; 2015b; Müller et al., 2009). 
GSH is the main endogenous antioxidant and it is responsible for the 
maintenance of the intracellular redox balance, detoxification of 
xenobiotics and reactive oxygen species (Schafer & Buettner, 2001). The 
elevation of intracellular GSH levels enhances cellular protection against 
reactive intermediates (Lushchak, 2012; Sies, 1996). In our results, 
although the highest increase in GSH content has been observed by 
trans-ε-viniferin, similar results were also obtained in both cells exposed 
to ST-99 and mixture at the highest concentrations. Furthermore, in 
HepG2 cells the ST-99 extract increased GSH content largely than the 
mixture or trans-ε-viniferin from the lowest concentrations tested. 
Moreover, lower concentrations of ST-99 extract are needed to achieve 
the same effect than the mixture. The increase in GSH levels could be 
explained by the expression of its associated enzymes, such as gluta-
thione peroxidase and glutathione reductase whose activity has been 
evidenced to be modulated by stilbenes and grape extracts (Adeoye, 
Olawumi, Opeyemi, & Christiania, 2018 Goutzourelas et al., 2015a; 
2015b; Hong et al., 2019; Ramos, Rodriguez-Ramiro, Martín, Goya, & 
Bravo, 2011). In this sense, Goutzourelas et al. 2015b stated that grape 
extracts with high content in polyphenols increased GSH levels in 
endothelial and muscle cells by significantly increased gamma- 
glutamylcysteine synthetase levels and glutathione S-transferase GST 
activity. 
It is known that the protective effects of trans-resveratrol are medi-
ated through the antioxidant enzymes, as superoxide dismutase, gluta-
thione peroxidase or catalasa (Arús et al., 2017, Bobermin et al., 2015; 
Quincozes-Santos et al., 2013; Rubiolo & Vega, 2008) by the extracel-
lular signal-regulated kinases pathway and phosphorylation of nuclear 
factor-erythroide2-related factor 2 (Cheng, Cheng, Chiou, & Chang, 
2012). However, in the present study, the ability of trans-resveratrol to 
neutralize or remove ROS by specific scavengers and the activation of 
GSH in HepG2 and Caco-2 cells were not observed at any of the con-
centrations and exposure times assayed. Similarly, Müller et al. (2009) 
found that although Vineatrol 30®, a grapevine shoot extract with a 
Fig. 5. ROS levels in Hep-G2 cells (a) and Caco-2 cells (b) exposed to H2O2 100 µM for 2 h and treated for 24 h and 48 h with ST-99, the mixture (1:3.9), trans- 
resveratrol and trans-Ɛ-viniferin (reversion assay). All values are expressed as mean ± SD. Differences were considered significant compared to the control group +
H2O2 from p < 0.05 (**). 
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30% of stilbenes, induced a significant enhance of human Gpx 1 
expressed in V79 Chinese hamster, this effect could not be demonstrated 
with resveratrol alone. 
The antioxidant potency of the ST-99 extract or individual poly-
phenols compounds are different depending on the cell type and the 
concentration assayed (Ferguson, 2001; Goutzourelas et al., 2014; Heo, 
Kim, Hwang, Kang, & Choi, 2018; Zghonda et al., 2011). In the present 
study, the results related to ROS content indicated that Caco-2 cells were 
more sensitivity in comparison to HepG2 cell line. However, the hepatic 
cells respond better by increasing GSH levels. This is in agreement with 
Hayes and McLellan (1999) who stated that HepG2 cells contain a high 
concentration of intracellular GSH since its conjugation is known to 
occur primarily in the liver (Simic, Savic-Radojevic, Pljesa-Ercegovac, 
Matic, & Mimic-Oka, 2009; Mulder, Court, & Peters, 1999). 
The results obtained in the protection assay in Caco-2 cell line 
indicated that the ST-99 extract showed a marked decrease of ROS in 
comparison to the other exposures. There is a growing evidence that the 
antioxidant activities of natural extracts are in direct relation with their 
polyphenolic content and could be attributed to the synergistic effect of 
overall phenolic composition (Doshi, Adsule, Banerjee, & Oulkar, 2015; 
Anastasiadi et al., 2012; Yemis, Bakkalbasi, & Artik, 2008; Kapiszewska, 
Soltys, Visioli, Cierniak, & Zajac, 2005). This finding agrees with our 
previously obtained results, since the prevention from ROS-induced 
damage found for ST-99 extract (99% stilbenes) was higher than the 
observed in Medrano-Padial et al. (2019) with an extract containing 
45.38% stilbenes. Moreover, Benmeziane (2017) compared the 
hydrogen peroxide scavenging of different extracts of grapes, 
concluding that the variety that presented the highest total polyphenols 
among five extracts showed the most potent effect. 
Our assays performed in HepG2 cells concluded that ST-99 extract 
and trans-ε-viniferin were able to reduce ROS levels eliciting a stronger 
activity than mixture or trans-resveratrol alone. Similarly, trans- ε-vin-
iferin has been previously reported to protect cells from the cytotoxic 
effect of H2O2 (Zghonda et al., 2011; 2012). One of the main reasons that 
could explain the interesting antioxidant potency of trans-ε -viniferin 
would be its structure since it combines conjugated bonds and four OH 
groups with two in the para position (Privat et al., 2002; Tarhan, 
Özdemir, Incesu, & Demirkan, 2016; Zghonda et al., 2011; 2012). 
In addition to the stilbenes ability to directly scavenge cellular ROS 
in a non-enzymatic manner, GSH is used as a cofactor in the reduction of 
H2O2 and other peroxide species. A marked growth of GSH content was 
observed in the protection assay after the exposure of the ST-99 extract, 
trans-ε-viniferin and the mixture in HepG2 and Caco-2 cell lines, being 
trans-ε-viniferin protect capacity the most effective via H2O2 reduction. 
The induction of GSH levels provide significant biological mechanisms 
for protection against toxic effects of endogenous ROS and exogenous 
carcinogens and/or their reactive intermediates (Granado-Serrano et al., 
2007, Granado-Serrano, Martín, Goya, Bravo, & Ramos, 2009; Martín 
et al., 2008; 2010; Ramos et al., 2011; Rodríguez-Ramiro, Martín, 
Ramos, Bravo, & Goya, 2011). The mechanisms involved in the GSH- 
mediated cellular antioxidant defense system modulated by poly-
phenols are widely described by Moskaug, Carlsen, Myhrstad, and 
Blomhoff (2005). These authors stated that plant polyphenols regulate 
transcription factors and enzymes for signal transduction related to GSH. 
Most of the literature in this field addresses the protection abilities of 
different compounds in vitro, but little is known about the reversion 
assays. The present work revealed that after exposure to H2O2 for 2 h, 
the ST-99 extract, mixture and trans-ε-viniferin reduced ROS content 
Fig. 6. GSH content in Hep-G2 cells (a) and Caco-2 cells (b) exposed to H2O2 100 µM for 2 h and treated for 24 h and 48 h with ST-99, the mixture (1:3.9), trans- 
resveratrol and trans-Ɛ-viniferin (reversion assay). All values are expressed as mean ± SD. Differences were considered significant compared to the control group +
H2O2 from p < 0.05 (**). 
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down to basal levels, having the mixture in Caco-2 cells and ST-99 
extract in HepG2 cells a stronger effect. Related to GSH levels, trans- 
ε-viniferin in HepG2 and the ST-99 in both cells at all concentrations 
studied showed interesting reversion behaviors. Similarly, another 
extract from grapevine shoots with a stilbene richness of 45.4% modu-
lated important functions related to the maintenance of Caco-2 and 
HepG2 redox environment induced by H2O2 (Medrano-Padial et al., 
2019). In this sense, comparing both stilbene extracts, the ST-99 extract 
presented better reversion abilities than the observed by Medrano- 
Padial et al. (2019), confirming the aforementioned suggestion that the 
antioxidant capacity of these natural extracts is related to the total 
content of polyphenols (Anastasiadi et al., 2012; Doshi et al., 2015; 
Kapiszewska et al., 2005; Yemis et al., 2008). 
Stilbenes have been previously reported to act synergistically leading 
to a potent antioxidant effect (Balasubramani, Rahman, & Basha, 2019). 
However, our study indicated that the mixture of trans-resveratrol and 
trans-ε-viniferin has lower antioxidant capacity than the addition of the 
individual effect of each single compound, evidencing that the mixture 
presents an antagonistic effect. Similar results were obtained for trans- 
ε-viniferin and trans-resveratrol and the mixture of both components for 
cytotoxicity assays by Medrano-Padial et al. (2020). In this sense, 
Turner, Evans, Zhang, Maran, and Sibonga (1999) also demonstrated 
that resveratrol been shown to act as an antagonist. 
In summary, the study presents a wide assessment of the prooxidant 
and antioxidant profiles of grapevine-shoot extract ST-99 (99% richness 
of stilbenes), trans-resveratrol and trans-ε-viniferin, and their mixture 
(1:3.9). The ST-99 extract, trans-ε-viniferin and its mixture with trans- 
resveratrol acted as potent antioxidants presenting an important pro-
tective and reversion role against an induced oxidative stress. However, 
trans-resveratrol was only able to reduce ROS levels at the higher con-
centrations tested at 48 h in the protection assay. These findings are of 
great interest because, as a consequence of these strong antioxidant 
properties of grapevines, an increasing interest has been emerged to-
ward the utilization of winemaking by-products for the production of 
high added value natural antioxidants. Furthermore, its biological origin 
provides a significant advance in environmental protection in wine 
producing zones. However, further research should be focused on opti-
mizing the doses in in vivo experimental models to ensure their safety in 
the potential used in food. 
CRediT authorship contribution statement 
Concepción Medrano-Padial: Formal analysis, Investigation, 
Methodology, Writing - original draft, Writing - review & editing. María 
Puerto: Investigation, Methodology, Supervision, Writing - original 
draft, Writing - review & editing. Tristan Richard: Formal analysis, 
Investigation, Methodology, Resources, Writing - review & editing. 
Emma Cantos-Villar: Formal analysis, Funding acquisition, Project 
administration, Resources, Writing - review & editing. Silvia Pichardo: 
Funding acquisition, Project administration, Supervision, Writing - 
original draft, Writing - review & editing. 
Declaration of Competing Interest 
The author declare that there is no conflict of interest. 
Acknowledgements 
The authors thank the CITIUS Biology Service (University of Seville) 
for the technical assistance offered. Moreover, we would like to thank M. 
M. Merchán-Gragero, for their technical assistance. 
Funding 
This work was supported by FEDER/Ministerio de Ciencia e 
Innovación - Agencia Estatal de Investigación, and INIA (project 
RTA2015-00005-C02-02). Moreover, it was also supported by the 
Bordeaux Metabolome Facility and MetaboHUB (ANR-11-INBS-0010 
project). 
References 
Adeoye, O., Olawumi, J., Opeyemi, K., & Christiania, O. (2018). Review on the role of 
glutathione on oxidative stress and infertility. JBRA Assisted Reproduction, 22(1), 
61–66. https://doi.org/10.5935/1518-0557.20180003. 
Alarcón de la Lastra, C., & Villegas, I. (2007). Resveratrol as an antioxidant and pro- 
oxidant agent: Mechanisms and clinical implications. Biochemical Society 
Transactions, 35(5), 1156–1160. https://doi.org/10.1042/BST0351156. 
Anastasiadi, M., Pratsinis, H., Kletsas, D., Skaltsounis, A. L., & Haroutounian, S. A. 
(2012). Grape stem extracts Polyphenolic content and assessment of their in vitro 
antioxidant properties. LWT - Food Science and Technology, 48, 316–322. https://doi. 
org/10.1016/j.lwt.2012.04.006. 
Arús, B., Souza, D., Bellaver, B., Souza, D., Gonçalves, C. A., Quincozes-Santos, A., & 
Bobermin, L. (2017). Resveratrol modulates GSH system in C6 astroglial cells 
through heme oxygenase 1 pathway. Molecular and Cellular Biochemistry, 428, 67–77. 
https://doi.org/10.1007/s11010-016-2917-5. 
Baderschneider, B., & Winterhalter, P. (2000). Isolation and characterization of novel 
Stilbene derivatives from riesling wine. Journal of Agricultural and Food Chemistry, 
48, 2681–2686. https://doi.org/10.1021/jf991348k. 
Balasubramani, S. P., Rahman, M. A., & Basha, M. S. (2019). Synergistic action of 
stilbenes in muscadine grape berry extract shows better cytotoxic potential against 
cancer cells than resveratrol alone. Biomedicines, 7, 96. https://doi.org/10.3390/ 
biomedicines7040096. 
Benmeziane, F. (2017). Hydrogen peroxide scavenging activity of grape (Vitis vinifera) 
methanolic extract. Food Research, 1, 39–42. https://doi.org/10.26656/ 
fr.2017.2.005. 
Biais, B., Krisa, S., Cluzet, S., Da Costa, G., Waffo-Teguo, P., Mérillon, J. M., & Richard, T. 
(2017). Antioxidant and Cytoprotective Activities of Grapevine Stilbenes. Journal of 
Agricultural and Food Chemistry, 65, 4952–4960. https://doi.org/10.1021/acs. 
jafc.7b01254. 
Bobermin, L., Wartchow, K., Flores, M., Leite, M., Quincozes-Santos, A., & 
Gonçalves, C. A. (2015). Ammonia-induced oxidative damage in neurons is 
prevented by resveratrol and lipoic acid with participation of heme oxygenase 1. 
Neurotoxicology, 49, 28–35. https://doi.org/10.1016/j.neuro.2015.05.005. 
Burt, S. (2004). Essential oils: Their antibacterial properties and potential applications in 
foods-a review. International Journal of Food Microbiology., 94(3), 223–253. https:// 
doi.org/10.1016/j.ijfoodmicro.2004.03.022. 
Chen, X., Zhong, Z., Xu, Z., Chen, L., & Wang, Y. (2010). 2′,7′- 
Dichlorodihydrofluorescein as a fluorescent probe for reactive oxygen species 
measurement: Forty years of application and controversy. Free Radical Research, 44, 
587–604. https://doi.org/10.3109/10715761003709802. 
Cheng, A. S., Cheng, Y. H., Chiou, C. H., & Chang, T. L. (2012). Resveratrol upregulates 
Nrf2 expression to attenuate methylglyoxal-induced insulin resistance in hep G2 
cells. Journal of Agricultural and Food Chemistry, 60, 9180–9187. https://doi.org/ 
10.1021/jf302831d. 
Coecke, S., Balls, M., Bowe, G., Davis, J., Gstraunthaler, G., Hartung, T., … Stokes, W. 
(2005). Guidance on good cell culture practice. A report of the second ECVAM task 
force on good cell culture practice. Alternatives to laboratory animals: ATLA, 33(3), 
261–287. https://doi.org/10.1177/026119290503300313. 
Colin, D., Lancon, A., Delmas, D., Lizard, G., Abrossinow, J., Kahn, E., … Latruffe, N. 
(2008). Antiproliferative activities of resveratrol and related compounds in human 
hepatocyte derived HepG2 cells are associated with biochemical cell disturbance 
revealed by fluorescence analyses. Biochimie, 90, 1674–1684. https://doi.org/ 
10.1016/j.biochi.2008.06.006. 
Doshi, P., Adsule, P., Banerjee, K., & Oulkar, D. (2015). Phenolic compounds, antioxidant 
activity and insulinotropic effect of extracts prepared from grape (Vitis vinifera L) 
byproducts. Journal of Food Science and Technology, 52, 181–190. https://doi.org/ 
10.1007/s13197-013-0991-1. 
Ferguson, L. R. (2001). Role of plant polyphenols in genomic stability. Mutation Research, 
475, 89–111. https://doi.org/10.1016/S0027-5107(01)00073-2. 
Freyssin, A., Page, G., Fauconneau, B., & Rioux Bilan, A. (2020). Natural stilbenes effects 
in animal models of Alzheimer’s disease. Neural Regeneration Research, 15(5), 
843–849. https://doi.org/10.4103/1673-5374.268970. 
Gabaston, J., El Khawand, T., Wao-Teguo, P., Decendit, A., Richard, T., Mérillon, J. M., & 
Roman, P. (2018). Stilbenes from grapevine root: A promising natural insecticide 
against Leptinotarsa decemlineata. Journal of Pest Science, 018(91), 897–906. 
https://doi.org/10.1007/s10340-018-0956-2. 
Galiniak, S., Aebisher, D., & Bartusik-Aebisher, D. (2019). Health benefits of resveratrol 
administration. Acta Biochimica Polonica, 66(1), 13–21. https://doi.org/10.18388/ 
abp.2018_2749. 
Goutzourelas, N., Stagos, D., Demertzis, N., Mavridou, P., Karterolioti, H., 
Georgadakis, S., … Kouretas, D. (2014). Effects of polyphenolic grape extract on the 
oxidative status of muscle and endothelial cells. Human and Experimental Toxicology, 
33(11), 1099–1112. https://doi.org/10.1177/0960327114533575. 
Goutzourelas, N., Stagos, D., Spanidis, Y., Liosi, M., Apostolou, A., Priftis, A., … 
Kouretas, D. (2015). Polyphenolic composition of grape stem extracts affects 
antioxidant activity in endothelial and muscle cells. Molecular Medicine Reports, 12, 
5846–5856. https://doi.org/10.3892/mmr.2015.4216. 
Goutzourelas, N., Stagos, D., Housmekeridou, A., Karapouliou, C., Kerasioti, E., 
Aligiannis, N., … Kouretas, D. (2015). Grape pomace extract exerts antioxidant 
C. Medrano-Padial et al.                                                                                                                                                                                                                      
Journal of Functional Foods 79 (2021) 104393
9
effects through an increase in GCS levels and GST activity in muscle and endothelial 
cells. International Journal of Molecular Medicine, 36, 433–441. https://doi.org/ 
10.3892/ijmm.2015.2246. 
Granado-Serrano, A. B., Martín, M. A., Goya, L., Bravo, L., & Ramos, S. (2009). Time 
course regulation of survival pathways by epicathechin on HepG2. Journal of 
Nutritional Biochemistry, 20, 115–124. https://doi.org/10.1016/j. 
jnutbio.2007.12.006. 
Granado-Serrano, A. B., Martín, M. A., Izquierdo-Pulido, M., Goya, L., Bravo, L., & 
Ramos, S. (2007). Molecular mechanisms of (-)-epicatechin and chlorogenic acid on 
the regulation of the apoptotic and survival/proliferation pathways in a human 
hepatoma cell line (HepG2). Journal of Agricultural and Food Chemistry, 55, 
2020–2027. https://doi.org/10.1021/jf062556x. 
Guerrero, R. F., & Cantos-Villar, E. (2015). Demonstrating the effciency of sulphur 
dioxide replacements in wine: A parameter review. Journal of Food Science and 
Technology, 42, 27–43. https://doi.org/10.1016/j.tifs.2014.11.004. 
Gutiérrez-Escobar, R., Fernández-Marín, M. I., Richard, T., Fernández-Morales, A., 
Carbú, M., Cebrian-Tarancón, C., … Cantos-Villar, E. (2021). Development and 
characterization of a pure stilbene extract from grapevine shoots for use as a 
preservative in wine. Food Control, 121, Article 107684. https://doi.org/10.1016/j. 
foodcont.2020.107684. 
Hayes, J. D., & McLellan, L. (1999). Glutathione and glutathione dependent enzymes 
represent a co-ordinately regulated defence against oxidative stress. Free Radical 
Research, 31(4), 273–300. https://doi.org/10.1080/10715769900300851. 
Heo, J. R., Kim, S. M., Hwang, K. A., Kang, J. H., & Choi, K. C. (2018). Resveratrol 
induced reactive oxygen species and endoplasmic reticulum stress-mediated 
apoptosis, and cell cycle arrest in the A375SM malignant melanoma cell line. 
International Journal of Molecular Medicine, 42, 1427–1435. https://doi.org/ 
10.3892/ijmm.2018.3732. 
Hong, W., Kuang, H., He, X., Yang, L., Yang, P., Chen, B., … Xu, H. (2019). CdSe/ZnS 
quantum dots impaired the first two generations of placenta growth in an animal 
model, based on the Shh Signaling pathway. Nanomaterials, 9, 257. https://doi.org/ 
10.3390/nano9020257. 
Inglés, M., Gambini, J., Miguel, M. G., Bonet-Costa, V., Abdelaziz, K. M., El Alami, M., … 
Borrás, C. (2014). PTEN mediates the antioxidant effect of resveratrol at 
nutritionally relevant concentrations. BioMed Research International, 580852. 
https://doi.org/10.1155/2014/580852. 
Jakubowski, W., & Bartosz, G. (2000). 2, 7-Dichlorofluorescin Oxidation And Reactive 
Oxygen Species: What Does It Measure? .Cell Biology International, 24, 757–760 
https://doi.org/10.1006/cbir.2000.0556. 
Kalli, E., Lappa, I., Bouchagier, P., Tarantilis, P. A., & Skotti, E. (2018). Novel application 
and industrial exploitation of winery by-products. Bioresources and Bioprocessing, 5, 
46. https://doi.org/10.1186/s40643-018-0232-6. 
Kalogianni, A. I., Lazou, T., Bossis, I., & Gelasakis, A. I. (2020). Natural phenolic 
compounds for the control of oxidation, bacterial spoilage, and foodborne pathogens 
in meat. Foods (Basel, Switzerland), 9(6), 794. https://doi.org/10.3390/ 
foods9060794. 
Kapiszewska, M., Soltys, E., Visioli, F., Cierniak, A., & Zajac, G. (2005). The protective 
ability of the mediterranean plant extracts against the oxidative DNA damage. The 
role of the radical oxygen species and the polyphenol content. Journal of Physiology 
and Pharmacology, 56, 183–197. 
Kim, H. J., Chang, E.-J., Cho, S. H., Chung, S. K., Park, H. D., & Choi, S. W. (2002). 
Antioxidative activity of resveratrol and its derivatives isolated from seeds of 
PaeoniaLactiflora. Bioscience, Biotechnology, and Biochemistry, 66(9), 1990–1993. 
https://doi.org/10.1271/bbb.66.1990. 
Li, L., Qiu, R. L., Lin, Y., Cai, Y., Bian, Y., Fan, Y., & Gao, X. J. (2018). Resveratrol 
suppresses human cervical carcinoma cell proliferation and elevates apoptosis via 
the mitochondrial and p53 signaling pathways. Oncology Letters, 15(6), 9845–9851. 
https://doi.org/10.3892/ol.2018.8571. 
Limmongkon, A., Janhom, P., Amthong, A., Kawpanuk, M., Nopprang, P., 
Poohadsuan, J., … Boonsong, T. (2017). Antioxidant activity, total phenolic, and 
resveratrol content in five cultivars of peanut sprouts. Asian Pacific Journal of 
Tropical Biomedicine, 7, 332–338. https://doi.org/10.1016/j.apjtb.2017.01.002. 
Llana-Ruiz-Cabello, M., Gutiérrez-Praena, D., Puerto, M., Pichardo, S., Jos, A., & 
Cameán, A. M. (2015). In vitro pro-oxidant/antioxidant role of carvacrol, thymol 
and their mixture in the intestinal Caco-2 cell line. Toxicology In Vitro, 29, 647–656. 
https://doi.org/10.1016/j.tiv.2015.02.006. 
Lourenço, S. C., Moldão-Martins, M., & Alves, V. D. (2019). Antioxidants of natural plant 
origins: From sources to food industry applications. Molecules (Basel, Switzerland), 24 
(22), 4132. https://doi.org/10.3390/molecules24224132. 
Lushchak, V. I. (2012). Glutathione homeostasis and functions: Potential targets for 
medical interventions. Journal of Amino Acids, 736837. https://doi.org/10.1155/ 
2012/736837. 
Maisanaba, S., Guzmán-Guillén, R., Puerto, M., Gutiérrez-Praena, D., Ortuño, N., & 
Jos, A. (2018). In vitro toxicity evaluation of new silane-modified clays and the 
migration extract from a derived polymer-clay nanocomposite intended to food 
packaging applications. Journal of Hazardous Materials, 341, 313–320. https://doi. 
org/10.1016/j.jhazmat.2017.08.003. 
Martín, M. A., Ramos, S., Mateos, R., Granado-Serrano, A. B., Izquierdo-Pulido, M., 
Bravo, L., & Goya, L. (2008). Protection of human HepG2 cells against oxidative 
stress by cocoa phenolic extract. Journal of Agricultural and Food Chemistry, 56, 
7765–7772. https://doi.org/10.1021/jf801744r. 
Martín, M. A., Ramos, S., Mateos, R., Izquierdo-Pulido, M., Bravo, L., & Goya, L. (2010). 
Protection of human HepG2 cells against oxidative stress induced by the flavonoid 
epicatechin. Phytotherapy Research, 24, 503–509. https://doi.org/10.1002/ptr.2961. 
Medrano-Padial, C., Puerto, M., Moreno, F. J., Richard, T., Cantos-Villar, E., & 
Pichardo, S. (2019). In vitro toxicity assessment of stilbene extract for its potential 
use as antioxidant in the wine industry. Antioxidants, 8, 467. https://doi.org/ 
10.3390/antiox8100467. 
Medrano-Padial, C., Puerto, M., Merchán-Gragero, M., Moreno, F. J., Richard, T., Cantos- 
Villar, E., & Pichardo, S. (2020). Cytotoxicity studies of a stilbene extract and its 
main components intended to be used as preservative in the wine industry. Food 
Research International, 137, Article 109738. https://doi.org/10.1016/j. 
foodres.2020.109738. 
Mena, S., Ortega, A., & Estrela, J. M. (2009). Oxidative stress in environmental-induced 
carcinogenesis. Mutation Research, 674(1–2), 36–44. https://doi.org/10.1016/j. 
mrgentox.2008.09.017. 
Moskaug, J., Carlsen, H., Myhrstad, M., & Blomhoff, R. (2005). Polyphenols and 
glutathione synthesis regulation. American Journal of Clinical Nutrition, 81, 277S- 
83S. https://doi.org/10.1093/ajcn/81.1.277S. 
Mulder, T., Court, D., & Peters, W. (1999). Variability of glutathione S-transferase a in 
human liver and plasma. Clinical Chemistry, 45(3), 355–359. https://doi.org/ 
10.1093/clinchem/45.3.355. 
Müller, C., Ullmann, K., Wilkens, A., Winterhalter, P., Toyokuni, S., & Steinberg, P. 
(2009). Potent antioxidative activity of vineatrol®30 grapevine-shoot extract. 
Bioscience, Biotechnology, and Biochemistry, 73, 1831–1836. https://doi.org/ 
10.1271/bbb.90213. 
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